, Title: NOVEL YEAST MUTANTS AND , , Aft n — 

;>i PROCESS FOR PRODUCING 10 / 049887 

GLYCOPROTEIN CONTAINING ■«■ v ' ^ 

MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



FIG. 1 



Mana1-2Mana1 Ng 

-jManal s 

Manal' ^Aan01- 4GlcNAcB1-4GlcNAc 

Mana1-2Manct1-2Mana1 ' 



Mana1\ 



a-mannosidase I 



6 



Manort' |wianB1- 4GlcNAcB1- 4GlcNAc 



Mana1' 



GnT-I 



Mana1x 6 

3f\/Iana1 x 

Manal'' |wanB1- 4GlcN Acp1- 4GlcNAc 

GlcNAcp1-2Manal' 



I a-mannosidase II 
I GnT-n 



GlcNAcp1~2Mana1 x 
GlcNAcp1-2Manal' 



|tfanB1- 4GlcNAcp1-4GlcNAc 



high mannose type 

A 



Y 

hybrid type 
A 



complex type 



1/14 



Title: NOVEL YEAST MUTANTS AND 

PROCESS FOR PRODUCING If) / ft ii Q Q Q ' 

GLYCOPROTEIN CONTAINING I U / U^7dO 

MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



— CO — 

< 

I 

Z 
O 

z 
o 

SJ 3 



CNJ 



< 
i 

z 
o 



13 



1"' 



< 

I 

z 

z 
o 



-t 



— co — 
< 

I 

Z 

o 

z 
o 

IS 



I 

z 
o 

S.I 



o 

IS 



2 

</> 
c 

O 
JO 

o 

CL 

o 



5 8 - 

o .. 
a c E 



2/14 



Title: NOVEL YEAST MUTANTS AND > 

PROCESS FOR PRODUCING ^ 0 / 0 4 ¥ 

GLYCOPROTEIN CONTAINING ^ w ^ 

MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



CO 

d 



c 

< 

I 

Z 
0 

z 
a 

IS Ib 



•3 



< 

I 

z 

(9 

¥ 2 



c 

— o>- 
< 

I 

z 
o 



a 



3 



— CO — 

< 

I 

Z 

a 
o 

IV 



.3 _3 



"to 

c 
o 



a. 
c/) 
o 



<D O fO 
+J H 7 

SAO 

Q. O _4 



3/14 



Title: NOVEL YEAST MUTANTS AND 
PROCESS FOR PRODUCING 
GLYCOPROTEIN CONTAINING 
MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



10/049887 



FIG. 4 



URA3 



Amnnl 




4/14 



Title: NOVEL YEAST MUTANTS AND 

PROCESS FOR PRODUCING Q fS / f% 

GLYCOPROTEIN CONTAINING 1 U / U 

MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



FIG. 5 



Amnnl 




5/14 



Title: NOVEL YEAST MUTANTS AND 
PROCESS FOR PRODUCING 
GLYCOPROTEIN CONTAINING 
MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



10/94938 



FIG. 6 



CO 

c 

CD 



CD 
O 

c 

CD 

o 

CO 
CD 
k. 
O 

5= 



M5M6M7 M8 

ill I 




5 10 15 20 25 

retention time, min 



6/14 



Title: NOVEL YEAST MUTANTS AND 
PROCESS FOR PRODUCING 
GLYCOPROTEIN CONTAINING 
MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



FIG. 7 



M5M6M7 M8 

in I 




I I t I 1 

0 5 10 15 20 25 

retention time, min 



7/14 



Title: NOVEL YEAST MUTANTS AND 
PROCESS FOR PRODUCING 
GLYCOPROTEIN CONTAINING 
MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



10/049887 



FIG. 8 



c 

CD 



CD 
O 

c 

CD 
O 

(/) 
CD 
- v- 
O 

5= 



a 



0 



10 15 20 25 



retention time, min 



8/14 



Title: NOVEL YEAST MUTANTS AND 

PROCESS FOR PRODUCING a rs I ft A Q & |R 7 

GLYCOPROTEIN CONTAINING I U / U^/OOf 

MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



FIG. 9 



fluorescence intensity 

0 
5 
10 

15 - I substrate 
20 - I (MansGlcNAc2-PA) 

25 
30 
35 



40 



collection for TOF/MS 




9/14 



Title: NOVEL YEAST MUTANTS AND 
PROCESS FOR PRODUCING 
GLYCOPROTEIN CONTAINING 
MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



I0/C49887 



FIG. 10 




10 15 20 25 

retention time, min 



10/14 



Title: NOVEL YEAST MUTANTS AND 

Si'SS 10/049887 

MAMMALIAN TYPE SUGAR CHAIN 
Inventory): Yasunori CHIBA etaJ 
DOCKET NO.: 081356-0168 ' 



FIG. 1 1 



Man5GIcNAc2-PA 



B 




J I_ 



J L 



GlcNAcManSGIcNAc2-PA 



0 5 10 15 20 25 30 35 40 

retention time, min 



11/14 



Title: NOVEL YEAST MUTANTS AND 
PROCESS FOR PRODUCING 
GLYCOPROTEIN CONTAINING 
MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



FIG. 1 2 



(kDa) A B 




12/14 



Title: NOVEL YEAST MUTANTS AND 

PROCESS FOR PRODUCING lln/ffiAQRR 6 ? 
GLYCOPROTEIN CONTAINING 1 U / U^^OU/ 

MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



FIG. 1 3 



B a 




I t ' I 1 1 1 1 1 L 

0 3 JO IS 20 23 30 35 40 « 



retention time, min 



13/14 



Title: NOVEL YEAST MUTANTS AND * . fj r Q 

PROCESS FOR PRODUCING iW' ^ 

GLYCOPROTEIN CONTAINING 
MAMMALIAN TYPE SUGAR CHAIN 
Inventor(s): Yasunori CHIBA et al. 
DOCKET NO.: 081356-0168 



FIG. 14 



M5 M8 





TIY48 

I 

CO 

1 

i 1 




TIY53 

I _ 


1 1 : 



0 20 40 60 



retention time, min 



14/14 



